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Detailed Description Text (12) : 

In the most preferred embodiment, the invention provides for methods of covalent 
attachment of unmodified oligonucleotides onto mercapto- silanized surface or 
epoxy- silanized surfaces with high density and high stability. The ease of preparation 
of unmodified oligonucleotides coupled with stable ether (epoxy) or thio-ether 
(mercapto) linkage attachments renders this method the most cost effective, with 
little or no variation in terms of the quality of oligonucleotides, stability of 
attachment linkage and consistency in large scale batch to batch manufactures. 
Additionally, the hydrophobic property of silane surfaces also allows simultaneous 
patterning of multiple DNA probes in a high density and in a variety of array formats. 
Furthermore, a DNA array that is stable to high salt and denaturing conditions such as 
DMF , urea and elevate d temperatures , has wide uses in miniaturi^ed Mqtechniques such 
as genetic testing, sequencing by hybridization and combinatory selection of DNA 
binding molecules . 

Detailed Description Text (45) : 

Using the method described in the present patent application, oligonucleotide primer s 
can be immobiliz ed on solid phases like polystyrene or glass, hybridized to 
PCR-derived, single- stranded templates, and subjected to enzymatic extension at their 
3 ' -ends by a single, labeled ddNTP . The nature of the incorporated ddNTP is determined 
by the nucleotide that is located in the opposite strand (the polymorphic nucleotide) . 
This assay can be conveniently carried out both in polystyrene ELISA plates, or on 
glass slides. 
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AB Oligonucleotide probes are immobilized on nylon membranes with a high d. 

of anionic carboxyl groups via an amide bond. A method for attachment of 
the probes to the membrane is also disclosed. The single (5* -end) 
attachment of the oligonucleotides to the membrane surface leaves the 
probe free to interact with complementary sequences, thus increasing the 
hybridization efficiency relative to probes attached by methods in 
which heat or UV light is used for immobilization. The simplicity and 
reproducibility of this method and the sensitivity attained when using the 
reagents produced by the method are ideal for application of the method 
and reagents to the diagnosis of infectious and genetic diseases, the 
anal, of mutations in neoplasias, HLA typing, and other areas. 
Immobilized probes for detection of a cystic fibrosis mutant sequence and 
a RAS mutant sequence (including 3 RAS probes, differing by only 1 base 
and representing the possible sequence changes in codon 12 of N-RAS, 
immobilized on 1 dot) were tested. 
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